Heating to 45 C induced in virus-free clones of simian virus 40 (3, 4, 6, 11, 12, 13, 14, 16, 19, 21).
Infectious simian virus 40 (SV40) can be recovered from SV40 transformed cells by cocultivation or fusion with susceptible monkey kidney cells. Rescue of the virus is facilitated by the use of ultraviolet inactivated Sendai virus for fusion (3, 4, 6, 11, 12, 13, 14, 16, 19, 21) .
The transformation of BSC1 cells by SV40 virus was previously reported by Margalith et al. (16) . This report describes the induction of SV40 viral antigen, but not infectious virus, in cloned virusfree BSC1 transformed cells. However, infectious virus can be recovered by other methods such as cell fusion or mitomycin C, indicating the presence of complete viral genomes.
MATERIALS AND METHODS
Cells, media, and chemicals. The SV40 transformed BSC, cloned cells (16) were grown in Eagle's basal medium containing four times the concentration of amino acids and vitamins (Eagle's modified) supplemented with 10% calf serum.
The monkey kidney BSC1 cell line was obtained from Microbiological Associates, Bethesda, Md., and grown in Eagle's modified medium supplemented with 10% calf serum.
The rabbit kidney cell line, MA-1 I1, was obtained from Microbiological Associates, Bethesda, Md. It was adapted in our laboratory to growth in Eagle's modified medium supplemented with 10% calf serum. According to a personal communication from Klaus Schell, Microbiological Associates, this cell line is as sensitive to the cytolytic effect of SV40 virus as the BSC1 cell line. We were able to confirm these findings in our laboratory. These findings were also reported by Schell and Maryak (18a) .
Mitomycin C was obtained from Kyowa Hakko Kogyo Co. Ltd., Tokyo, Japan, and cytosine arabinoside from Sigma Chemical Co., St. Louis, Mo.
Immunofluorescent technique. This was done on cells grown in Leighton tubes on cover slips. According to the experiment, cover slips were withdrawn, washed three times with Hanks solution, washed twice with acetone, and fixed with acetone for 3 min. They were then dried and stored at -70 C. For the detection of the viral antigen, the cover slips were stained for 30 min at 37 C with 1:4 dilution of the antiviral SV40 serum. The antiserum was coupled with fluorescein isothiocyanate as described by Ravid et al. (18) . The gamma globulin fraction was separated on a diethylaminoethyl cellulose column by using phosphate buffer (0.01 M, pH 7.2) supplemented with 0.15 M NaCl. Monkey antiviral SV40 serum was kindly supplied by J. L. Melnick, College of Medicine, Baylor University, Houston, Tex. Infectivity titrations. These were made on BSC, monolayers in tubes or in 60-mm petri dishes (Falcon Plastic, Div. of B-D Laboratories Inc., Los Angeles, Calif.). The BSC1 monolayers were washed with Hanks solution and inoculated with 0.5 ml of the appropriate virus dilution. The inoculum was adsorbed for 3 hr at 37 C. The tube monolayers were observed during 3 weeks for the characteristic cytopathic effect. The monolayers in the petri dishes were overlaid as reported previously (16) . For the plaque assay the monolayers were stained 3 weeks after inoculation. Plaques were visible 10 to 24 hr after staining.
Cell-fusion technique. The method used was a modified version of that described by Harris et al. (9) and by Watkins and Dulbecco (21) . Cells were diluted in Hanks solution at 4 C. To 1.5 ml of a cell mixture composed of 3 X 106 transformed BSC, cells and 3 X I05 rabbit kidney cells, 1.5 ml of ultraviolet-inactivated Sendai virus, containing 400 hemagglutinating (HA) units, was added. The cell mixture was kept in an ice bath for 15 min and then placed in a 37 C water bath and shaken for an additional 20 min. The cells were then further processed as follows: (i) they were seeded on BSC, monolayers, adsorbed 2 hr, and overlaid with an agar overlay as described (assay for infectious centers), or (ii) the cell mixture was suspended in 10 ml of Eagle's modified medium, containing 10% calf serum, and the cells were seeded in Falcon petri dishes; the medium was changed after 24 hr, and the monolayers which grew out in the plates were harvested 1 to 3 weeks later and assayed for infectious virus on BSC, cells.
Preparation of ultraviolet-inactivated Sendai virus. Ten-day-old chick embryos were inoculated with 105 Sendai virus (received from A. Kohn, Israel Institute for Biological Research, Nes Ziona, Israel) by the allantoic route. After incubation at 37 C for 48 hr and refrigeration overnight, the allantoic fluids were harvested. The fluids were centrifuged at 1,000 X g for 15 min and then at 30,000 X g for 1 hr. The pellet was resuspended in Hanks solution at 0.5 the original volume. Inactivation was carried out by exposure of 3 ml of the virus in 60-mm petri dishes for 3 min to ultraviolet radiation at a dose of 1,550 ergs per cm2 per sec.
RESULTS
Induction of SV40 viral antigen. BSCI-transformed cells were grown on cover slips in Leighton tubes. On the fourth day the growth medium was changed to Eagle's modified medium supplemented with 2% calf serum, and the tubes were placed in a 45 C water bath for various periods of time ranging from 10 
